(a) Flag-PIAS1 plasmid was co-transfected with Myc-SUMO1 or Myc-SUMO1GG plasmid, V5-MeCP2WT, V5-MeCP2K223R or V5-MeCP2K412R plasmid to HEK293T cells and MeCP2 SUMOylation was determined by western blot using anti-V5 antibody. V5-MeCP2K412R was used as a negative control.
(b) Flag-PIAS1 plasmid was co-transfected with Myc-SUMO1 plasmid and V5-MeCP2WT plasmid (or V5-MeCP2K223R plasmid) to HEK293T cells and co-IP experiment was carried out 48 h later with immunoprecipitation using anti-V5 antibody and immunoblotting with anti-Flag antibody. The expression level of MeCP2 was also examined by western blot. The expression level of pS421MeCP2, MeCP2 and PIAS1 in cell lysate was also examined by western blot. Results are from two independent experiments. Flag-vector and Flag-MeCP2K223R plasmids were transfected to CA1 area in the rat brain. Supplementary Figure S3 
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